. SDS-PAGE of purified A3 enzymes. A3 enzymes were purified as detailed in the Materials and Methods and resolved on a SDS-PAGE gel to estimate purity.
Supplemental Figure S2 . Time course of deamination activity for fl A3B and CTD mutants. To determine the activity over time shown in Figure 1A , 100 nM of a 118 nt fluorescently labeled ssDNA with two 5'ATC motifs separated by 63 nt was incubated with (A) 50 nM (fl A3B) or (B-C) 2 μM (187 CTD, 193 CTD) for the indicated amount of time (5-60 min fl A3B or 30-120 min CTD mutants). The percent deamination at each time point is shown below the gel. are detected as the appearance of labeled 42-and 23-nt fragments, respectively; double deamination of both C residues on the same molecule results in a 5 nt labeled fragment. A processive enzyme has a processivity factor >1 (see Materials and Methods). The measurements of processivity factor (P.F.) and the standard deviation (S.D.) from three independent experiments are shown below the gel. The non-transcribed strand of a dsDNA substrate that underwent T7 RNA polymerase-mediated transcription in the presence of A3A, A3B, A3H hap I*, A3G, or A3G FW was sequenced using a poisoned primer assay. (A) Interpretation of sequencing data. The U/C label indicates the cytosine embedded within the preferred deamination motif for the A3 indicated. When the C is not deaminated, a stop band will be present at that position due to the reaction being poisoned by the inclusion of ddG in place of dG during the sequencing reaction. If deamination occurs, the presence of a U allows synthesis to bypass the U/C site, and the next C in the sequence will have a stop band with an intensity that is proportional to the amount of C deamination. (B) A representative sequencing gel that was used to calculate the deamination over time as presented in Figure 3C . Supplemental Figure S8 . Deamination activity of A3 enzymes in the absence or presence of unlabeled DNA. The enzymes were preincubated with 0x, 5x, or 50x unlabeled DNA before the addition of the labeled ssDNA substrate. Deamination reactions were allowed to proceed for 10 min. Representative gels from the experiments that were used to calculate the deamination as presented in Figure 4B . Figure S9 . Electrophoretic mobility shift assay of RPA bound to ssDNA. RPA at a 1:1 or 3:1 (saturating) ratio to ssDNA was incubated for 5 min at 21°C before resolving the ssDNA-RPA complex on a 5% native acrylamide gel to determine the amount of RPA necessary to saturate the substrates used in Figure 5 . The assays in Figure 5 used a 3:1 RPA:DNA ratio and were completely bound by RPA before the addition of the A3. Supplemental Table S1 . DNA substrates.
